Short communications
This was allowed to solidify and the plates replaced in the CO2 atmosphere where they remained for 5 days at 33 °. One of two techniques was then adopted, (a) the agar was removed with forceps, the cells fixed in buffered formol saline and the cell sheet stained with I ~ gentian violet in 2o ~ alcohol, or (b) 3"o ml. of the second overlay was superimposed on the first overlay and the plates returned to the incubator for another 24 hr. The plaques were then inspected and counted. The same technique was adopted for human embryo kidney as for calf kidney. CK t E r4 8"5 8"2 B/ROME/I/67 MKI E5 5"2 7"0 ~B/HANNOVER/I/70 MK I E 4 7'5 8'4 CK = passages in chicken kidney; E = egg passages; E+ + = numerous egg passages, exact history unknown; HET = passages in organ cultures of human embryo trachea; MK = passages in monkey kidney tissue culture.
All the influenza B viruses readily produced plaques. Previous passage histories appeared to make no difference to the efficiency and, in most cases, p.f.u./ml, were distinctly higher than the corresponding titres in embryonated eggs ( Table 2 ). The plaque diameters varied from I to 5 ram. but most were in the higher range (Fig. I) , and the appearance of the plaques was different from that observed with influenza A viruses. One of the viruses, B/INDIA/363/64, produced only small plaques and with low efficiency. Plaque boundaries varied with differentviruses, some being sharp and others diffuse. Plaque centres were mostly clear, although there were individual differences. So far, we have not been able to distinguish all the viruses on their plaque morphology.
A single virus, B/SINGAPORE/3/64, was studied in detail. Cultures were inspected twice daily and plaques of I to a ram. diameter detected after 3 days incubation. These reached 3 to 5 mm. at 5 days and did not increase further at 6 days. This virus was also inoculated into plates seededwith human embryo kidney cells since we wished to see if plaque production was peculiar to bovine cells. A titre of IO v2 p.f.u./ml, was recorded in this tissue compared with 1o 7.5 in calf kidney. Supplies of human kidney were insuffÉcient to extend the study to other viruses. As far as we know, the relationship between plaque number and virus concentration was invariably linear (Fig. 2) . Plaques have now been repeatedly produced from laboratory strains of influenza B virus without difficulty. We have not as yet had equal success with the influenza A serotypes, but cannot give any reason for this difference and can find no previous mention of it in the literature. Most of the workers we have quoted above have at times included an influenza B virus in their tests but in general have paid the type B viruses little attention. Granoff (1955) actually failed with B/LEE when he achieved success with some type A strains. Clearly, it would be very desirable to define the conditions necessary for influenza virus plaque production but we can cast little light on this problem other than to say that the species of cell does not appear to be important since, in one experiment, human embryo kidney appeared to function almost as well as calf kidney. Nevertheless, it may be possible to study the problem to some extent while the system continues to work and while it is exploited for the selection and characterization of live influenza vaccine strains.
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